WO 2005/082938 



PCT/1T2005/000078 



1/21 



Fi gure 1 

Schematic representation of human tenascin-C and of the strategy 
followed for the generation of BC2-like antibodies 
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Figure 2 



SDS-PAGE and Western Blot analysis of ST2485 antibody, in reducing 
(b, d) and non-reducing (a, c) conditions. 
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Figure 3 



ST2485 antibody digestion with Flavobacterium Peptide-N-glycosidase 
enzyme (PNGase F). 




1 : Molecular weight marker 

2: Non-digested ST2485 

3: PNGaseF-digested ST2485 
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Figure 4 



BC-2 and ST2485 antitenascin antibodies hydroxyapatite 
chromatography. 
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Figure 5 



ST2485 antitenascin antibody Western Blot Analysis 



3 MW 



ST2485 



MW 1 



199 kDa 
«« ► 



133 kDa 

■4 ► 



87 kDa 
■«— ► 



BC4 



1: Tenascin-C 

2: Tn A<m>-D Fragment 

3: Tenascin EGF-like region recombinant fragment, containing 
the epitope recognized by BC-4 antibody. 
MW: molecular weight standards 



WO 2005/082938 PCT/IT2005/000078 



6/21 



Figure 6 

Competitive ELISA test between ST2485 and BC-2 for antigen 
binding. 
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Figure 7 

Immunoreactivity of ST2485 antibody in comparison with BC-2, on 
tenascin C (a) and on Tn A(i-4)-D fragment (b). 
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Figure 8 



Immunoreactivity of ST2485 and BC-2 biotinylated and non- 
biotinylated antibodies, on tenasein-C (a) and on Tn A<i-4>-D fragment 
(b). 
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Figure 9 

Cross-reactivity of ST2485 antibody with murine tenascin. 

LMM3/ ST2485 Normal gut/ ST2485 
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Figure 10 

Biotinylated ST2485 and BC-2 antibodies biodistribution study 
protocol in human tenascin-expressing tumor-implanted nude mice. 
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Figure 11 

Biotinylated ST2485 and BC-2 biodistribution in human tenascin- 
expressing tumor-transplanted nude mice. The antibody amount is 
expressed as percent of the injected dose per tissue gram (% LD./gr). 
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Figure 11a 
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Figure 12 



Biotinylated ST2485 and BC-2 biodistribution in nude mice: tumor/non 
tumor ratio. 
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Figure 12a 
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Figure 13 



Interference (a) and additivity (b) ST2485 and ST2146 antitenascin 
antibodies in vitro evaluation by ELISA test. 
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Figure 14 



Antibodies ST2485 and ST2146 tenascin binding in vitro additivity by 
BIACore 
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Figure 14a 
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Figure 15 



Schematic representation of in vivo additivity study in animal model 



Tenascin-expressing human colon carcinoma (HT29)-transplanted nude mice 



Single or admixed radiolabeled biotinylated antibodies i.v. administration, 
2ug/ mouse dose each: 

i25[-sT248S 
i«i-ST2146 
125I-ST2485 + 1251.ST2146 
i25£-ST2485+ST2146 
I251-ST2I46+ST2485 
125I-ST2485+ nMIgG 
125I-ST2146+ nMIgG 
i25i- n MIgG 



n 

6 days 
V 



avidin i.v. administration at a dose lOOx with respect 
to antibodv fchase) 

n 

1 day 



v 



Sacrifice and withdrawal of: 
tumor, blood, spleen, kidney, 
liver 



WO 2005/082938 



PCT/IT2005/000078 



19/21 



Figure 16 



ST2485 e ST2146 antibodies additivity in animal model; tumor seat 
localization. 
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Figure 17 

SEQID 1 sequence of ST2485 kappa light chain variable region (VL). 

Signal peptide 

^ N-glycosylatioo 

p^p^^m^QfA^^ATGCACTCGTACCAOCAOAAGCCAGGATCCTCCCCCAAACC 
Arg Ala As« &r Val Arg Phe Me, His Trp Tyr Gin Gin ..y S Pro oiy Ser Ser P™ S 

CDR2 

CTGGATTTA' 



Pr(1 Tm „, - . F , 'GCTTCTGGAGTCCCTGCTCGCTrCAGTGGCAGTGGGTCTGG 
Pro Trp He Tyr A¥ Tht S« Asn Uu Ala Scr Gly Val Pro Ala Arg Phe Scr Gly Scr Gly 

COR3 



GACXTCyATrCTGTCACAATCACCAGAGTGGAGGCTGAAOATGCTGCCACTTA-rrACTGC^ 
Scr Gly Thr Sor Tyr Set Val Thr lie Scr Arg Val Glu Ala Olu Asp Ala Ala Thr Tyr Tyr Cyf Gh 

Gin rrp Sw SW Mft Scr Pro Arg Thr Phe Gly Gly Gly Thr Lys Val Glu lie Arg Arg Ala 
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Figure 18 

SEQID 2 sequence of ST2485 gamma heavy chain variable region (VH) 

Signal peptide 

A TG&G4 TGQflQ CTGGA TCTfTCTCTrCCTCCTGTCAGGAACTG CAGGTG'rt^^rTY^rn. a nrrrnn a r,CTr, 

^ A ^^TCTGG ACCTG AGCTG GTG A AGCCTG G AQCTTCA ATG AAG ATTTCCTG C A AG GCTTCTGG 
Gin Gin Ser Gly Pro Glu Uu VaJ I. ys Pro G ly Ala Scr Met I.ys He Scr C^s ! ^ Al7scr 

CDRI 

™CTCAlTC^|^ 

Gly Tyr Ser Phe Thr Gly Tyr Thr Met Asn Trp Val Lys Gin Scr His Gly Lya Asn Lou Glu Trp 

CDRI 

TTGGACTTSp^^ 

He Gly Leu lie Asn Pro His Asn Gly Gly Thr Thr Tyr A$n Gin Lys Phe Lys Gly Lys AJa Thr 

TLAACTGTAGACAAGTCATCCAACACAGCCTACATGGAGCTCCTCAGTCTGACATCrGAGGACTC 
Leu Tlir Val Asp Lys Scr Ser Asn Thr Ala Tyr Met Glu Leu Leu Ser Leu Thr Ser Glu Asp 

TGCAGTCT^ 

Ser Ala Val Tyr TyrCysThr Arg Pro Gly Gly Tyr Tyr Trp Phe Phe Asp Val Trp Gly Ala Gly 

CCACGGTCACCGTCTCCTCA 
Thr Tlir Val Thr VaJ Ser Scr 



